To evaluate the immunomodulatory effects of two kinds of Ayurvedic food supplements (Maharishi Amrit Kalash 4 and Maharishi Amrit Kalash 5, M-4 and M-5), superoxide anion (O-2) production of peritoneal macrophages and the response of spleen cells to concanavalin A (Con A) were examined in mice given an aqueous emulsion of M-4 and M-5 p. o. at doses of 50 and 100mg/kg for 10 days. O-2 production of peritoneal macrophages in the M-5 (50mg/kg)-treated group was significantly higher than that in the control group.
pepper. The exact amounts of various ingredients in M-4 and M-5 were not disclosed by the supplier, but the quality control (e. g., minimal variation from batch to batch) was assured.
Mice were given a p. o. aqueous emulsion of M-4 and M-5 (50mg/kg or 100mg/kg) once daily for 10 days. Each group consisited of 10 or 11 mice. Mice in the control group received water (0.1ml/10g body weight). The animals were killed by bleeding 48 hours after the final administration under ether anesthesia for the following experiments. Isolation of macrophages and determination of superoxied anion (O-2) production Peritoneal exudate cells (PECs) were collected from the sacrificed mice using 5ml of phosphate-buffered saline (PBS (-)). The PECs obtained from 6 or 7 mice of each group were pooled. Macrophages in the PEC suspension were isolated by the cell adhesion method6). The recovered cells were washed twice in Hanks' solution (Nissui Seiyaku Co. Ltd., Tokyo, Japan) by centrifugation at 1,000rpm for 5min, and resuspended in 2ml of RPMI 1640 medium (Nissui Seiyaku Co., Ltd, Tokyo, Japan) containing 10% heat-inactivated fetal calf serum (FCS-RPMI 1640) (Gibco Laboratories Life Technologies, Inc., USA). The viability of peritoneal macrophages determined by the trypan blue dye exclusion test7) was more than 98%. O-2 production of macrophages was assayed by the nitro blue tetrazolium (NBT) (Nacalai Chemical Co.) solutions in FCS-RPMI 1640 were added to wells of a 96-well flat-bottomed microplate (Corning Laboratory Sciences Co., New York, USA). After 30min incubation in 5% CO2 the well were fixed by 2.0ml of 70% ethyl alcohol. After removal of the alcohol, the fixed cells were dissolved by 0.1ml 2N KOH and 0.1ml dimethyl sulfoxide.
Optical density of the solution at 630nm was measured using a microplate Table 1 higher than that of the control group (p<0.01). 
